1.. Introduction
================

Breast cancer is the most common female malignancy in the world, accounting for more than 30% of all malignant tumors in women. Most research efforts on breast cancer have focused on familial predisposition to the disease, constituting 3%--10% of affected women \[[@b1-ijms-15-03560],[@b2-ijms-15-03560]\]. Although understanding familial breast cancer provides an excellent model system for further studies, it is equally important to understand sporadic cases, which account for most breast cancer patients. Although the underlying molecular mechanisms of breast cancer pathogenesis remain mainly undiscovered, multiple genetic and epigenetic alterations have been connected to breast cancer, including the activation of oncogenes (MYC, ERBB2 and CCND1) \[[@b3-ijms-15-03560]--[@b5-ijms-15-03560]\] and the mutation or deletion of tumor suppressor genes (TP53 and CDH1) \[[@b6-ijms-15-03560],[@b7-ijms-15-03560]\]. The advanced stage of human cancer is characterized by uncontrolled progression (malignancy) of the cancer from the site of origin to distant sites in a process called metastasis. Diagnosis of advanced stage of breast cancer is a devastating experience for both patient and family. Even so, research is lacking on the changes involved in the conversion of a benign tumor to an advanced stage of cancer.

The development and growth of cancer is a multi-stage process, and inflammation is the most important cause of cancer from initiation through progression \[[@b8-ijms-15-03560],[@b9-ijms-15-03560]\]. The possible mechanisms by which inflammation can contribute to carcinogenesis include enhanced cell proliferation, alterations in epigenetic events and subsequent inappropriate gene expression, increasing resistance to apoptosis, and promotion of tumor neovascularization, invasion and metastasis \[[@b10-ijms-15-03560],[@b11-ijms-15-03560]\]. Dramatic increase of pro-inflammatory mediators such as TNFα, IL-1, IL-6 and TGF-β cytokines, and chemokines combine with a distinct network of intracellular signaling molecules including upstream kinases and transcription factors to facilitate tumor promotion and progression \[[@b12-ijms-15-03560]--[@b14-ijms-15-03560]\]. When inflammation drives development of carcinogenesis, components of the tumor microenvironment, including epithelial tumor cells, stromal cells in the surrounding tissue, and infiltrated immune cells will release many inflammatory cytokines. These cytokines induce tumor cells to increase expression of some proinflammatory molecules such as P-selection, CXCR4, I-CAM1 and VCAM-1 adhesion molecules \[[@b15-ijms-15-03560],[@b16-ijms-15-03560]\]. Many proinflammatory mediators, especially cytokines, chemokines and prostaglandins, turn on the malignant switches mainly controlled by vascular endothelial growth factor (VEGF) \[[@b17-ijms-15-03560],[@b18-ijms-15-03560]\], thereby inducing inflammatory angiogenesis and invasion. Thus, proinflammatory mediators in carcinogenesis hold promise as potential targets for the chemoprevention of inflammation-associated carcinogenesis \[[@b19-ijms-15-03560],[@b20-ijms-15-03560]\].

Vascular cell adhesion molecule-1 (VCAM-1), a 110-kDa transmembrane sialoglycoprotein and member of the immunoglobulin gene family, is mainly expressed on activated vascular endothelium \[[@b21-ijms-15-03560],[@b22-ijms-15-03560]\]. *VCAM-1* is comprised of two isoforms in humans and mice which may have pathophysiologic implications. The full length form of *VCAM-1* contains seven Ig-like extracellular domains (7D VCAM-1) and is thought to be the predominant form expressed on the cell surface. Another isoform of VCAM-1 (6D VCAM-1) is an alternative splicing form lacking domain 4 \[[@b23-ijms-15-03560]\]. *VCAM-1* is expressed constitutively or inducibly in many cell types, including some epithelia, mesothelium, endothelium, myoblast, dendritic cells and bone marrow stromal cells \[[@b24-ijms-15-03560],[@b25-ijms-15-03560]\]. The secreted form of VCAM-1 occurs due to proteolytic cleavage released from the cell surface by the activity of neutrophil-derived serine proteases such as neutrophil elastase and cathepsin G or metalloproteases \[[@b26-ijms-15-03560]\]. It has been reported that VCAM-1 is mainly involved in leukocyte transendothelial migration and leuokocyte retention into tissues \[[@b27-ijms-15-03560],[@b28-ijms-15-03560]\]. For example, *VCAM-1* plays a central role in the recruitment of inflammatory cells, and its expression is rapidly induced by proinflammatory cytokines such as TNF-α, IL-6 and TGF-β1. VCAM-1 binds to integrin α4β1 on T lymphocytes \[[@b29-ijms-15-03560],[@b30-ijms-15-03560]\]. Its soluble form has been reported to be chemotactic for T cells and monocytes, and angiogenic for endothelial cells \[[@b31-ijms-15-03560],[@b32-ijms-15-03560]\]. In cultured human BEAS-2B bronchial epithelial cells, *VCAM-1* expression is induced by the cytokines interleukin-1, tumor necrosis factor and interleukin-4 \[[@b33-ijms-15-03560]\]. *VCAM-1* expression on renal tubular epithelial cells has been demonstrated on biopsy sections recovered during acute renal allograft rejection \[[@b34-ijms-15-03560]\]. Furthermore, *VCAM-1* over-expression in renal carcinoma is associated with tumor stage, tumor grade, overall survival and subtype of renal carcinoma (RCC) tumors \[[@b35-ijms-15-03560],[@b36-ijms-15-03560]\]. Thus, *VCAM-1* expression may serve as a biomarker for patients with clear cell RCC. Together, these data suggest that VCAM-1 is a potential target for molecular intervention in carcinogenesis and requires further investigation.

In this study, we first observed the increasing expression of *VCAM-1* in breast cancer cells after inflammatory cytokine treatments. We further demonstrated that *VCAM-1* has a growth-promoting role in tumorigenesis *in vivo*, and furthermore promotes breast cancer migration and affects EMT mediated by TGF-β1 and IL-6. In addition, we also discovered that *VCAM-1* activation was involved in the development of chemoresistance in NMuMG breast cancer cells after exposure to low*-*dose doxorubicin *in vitro*, and *VCAM-1* may contribute to the activation of CD44 and ABCG2 pathways in NMuMG and MDAMB231 cells. Based on these findings, our results establish novel roles for VCAM-1 in human breast tumor carcinogenesis.

2.. Results and Discussion
==========================

2.1.. Results
-------------

### 2.1.1.. Evaluation of *VCAM-1* Expression in Primary Human Breast Cancer

To investigate the function of *VCAM-1* in breast tumors, we assembled through collaborations samples from breast cancer cell lines and more than 25 primary breast tumor sample pairs for this analysis. We initially evaluated *VCAM-1* expression in a series of breast tumor specimens by quantitative RT-qPCR using total RNA isolation from fresh frozen breast tumor tissues. As shown in [Figure 1A](#f1-ijms-15-03560){ref-type="fig"}, our analysis of *VCAM-1* gene expression at the RNA level using RT-qPCR suggested that *VCAM-1* could be the critical activated gene during breast carcinogenesis. To examine whether increases at the RNA level translated to over-expression at the protein level and to determine the distribution of *VCAM-1*-expressing cells in primary tumor tissues, we performed immuno-histochemistry (IHC) analysis to detect VCAM-1 protein expression in primary breast tumor sections. We observed predominantly cytoplasmic staining for VCAM-1 protein in breast tumor cells ([Figure 1B](#f1-ijms-15-03560){ref-type="fig"}), consistent with the pattern observed in previous reports, showing that some tumor cells appear to express the *VCAM-1* gene during breast carcinogenesis \[[@b37-ijms-15-03560]\]. By contrast, there was very low or no *VCAM-1* expression detectable in breast ductal epithelial cells from normal breast tissues.

### 2.1.2.. Proinflammatory Cytokine-Induced VCAM-1 Over-Expression in Normal and Malignant Breast Epithelial Cells

In general, carcinogenesis may start from an inflammatory response, which produces many different inflammatory cytokines from resident tissue cells and by infiltrating defense immune cells to regulate tumorigenesis during the different phases of tumor development, *i.e.*, initiation, promotion and progression. To study the effect of these inflammatory cytokines on *VCAM-1* expression in breast cancer cells, we analyzed the gene expression of *VCAM-1* by RT-qPCR in NMuMG, normal mouse mammary epithelial cells, and MDAMB231 breast cancer cells, under normal or inflammatory conditions for treatment with several inflammatory cytokines mimicking the *in vivo* proinflammatory tumor environment. As shown in [Figure 2A](#f2-ijms-15-03560){ref-type="fig"}, our RT-qPCR results showed that increasing *VCAM-1* expression was detected in NMuMG and MDAMB231 cells after different inflammatory cytokine treatments ([Figure 2A](#f2-ijms-15-03560){ref-type="fig"}). The relative increased levels of VCAM-1 protein expression in NMuMG and MDAMB231 cells induced by several inflammatory cytokines were further confirmed by western blot analysis ([Figure 2B](#f2-ijms-15-03560){ref-type="fig"}). Furthermore, immunofluorescence staining for VCAM-1 demonstrated that *VCAM-1* was strongly and ubiquitously detected on the cell surface and in the cytoplasmic regions after exposure of MDAMB231 cells to IL-6 or TGF-β1 cytokine ([Figure 2C](#f2-ijms-15-03560){ref-type="fig"}).

### 2.1.3.. Effect of VCAM-1 Over-Expression on NMuMG Cell Migration

To evaluate the effect of *VCAM-1* up-regulation by epithelial tumor cells themselves on breast tumorgenesis, we first selected NMuMG cells isolated from the mammary glands of Namru mice to study its effects *in vitro*. We generated a pBabe retrovirus construct expressing human *VCAM-1* (see Materials and Methods). Then NMuMG cells were infected with pBabe*VCAM-1*-expressing virus or control pBabe eGFP-expressing virus and cultured in regular media. The pBabeVCAM-1 and pBabe eGFP vector-transfected stable clones were established and characterized for the expression of *VCAM-1* at both the mRNA and protein levels ([Figure 3A](#f3-ijms-15-03560){ref-type="fig"}). We first assayed NMuMG VCAM-1 cells and eGFP control cells for cell proliferation and invasion *in vitro*. Our data showed that over-expression of VCAM-1 alone in NMuMG cells did not affect cell proliferation significantly (data not shown). However, we found that over-expression of VCAM-1 in NMuMG cells increases cell adhesion and invasion in a transwell migration assay when we compared the number of cells from the underside of the transwell inserts and counted the mean number of cells migrating to the bottom wells ([Figures 3B](#f3-ijms-15-03560){ref-type="fig"} and [S1b](#s1-ijms-15-03560){ref-type="supplementary-material"}). We also observed that NMuMG VCAM-1 cells migrating to the bottom wells can continue to proliferate indefinitely and form a large colony from a single cell, unlike control cells ([Figure 3B](#f3-ijms-15-03560){ref-type="fig"}). Immunoblot analysis showed that over-expression of VCAM-1 in breast cancer cells induces an EMT-like phenotype by repressing the expression of E-cadherin and increasing the expression of the mesenchymal marker vimentin in NMuMG cells ([Figure 3C](#f3-ijms-15-03560){ref-type="fig"}).

### 2.1.4.. Down-Regulation of *VCAM-1* Expression by siRNA or shRNA Inhibits Proliferation and Migration of MDAMB231 Cells

To further determine whether *VCAM-1* regulates the tumorigenesis and migration of malignant breast cancer cells, we used RNAi (for transient effects) and lentiviral shRNA construct (for long-term effects) to down-regulate *VCAM-1* expression in MDAMB231 breast cancer cells, a highly metastatic breast cancer cell line. Western blot analysis confirmed that VCAM-1-specific siRNAs effectively suppressed *VCAM-1* expression in MDAMB231 cells, whereas a control siRNA had no effect ([Figure 4A](#f4-ijms-15-03560){ref-type="fig"}). We also determined that shRNA-mediated *VCAM-1* knockdown was effective ([Figure 5A](#f5-ijms-15-03560){ref-type="fig"}). Next, we examined whether suppression of *VCAM-1* affects proliferation of breast cancer cell lines *in vitro*. We found that VCAM-1-specific siRNAs substantially reduced the proliferation of MDAMB231 breast cancer cells 2--3 fold in cell proliferation assays, whereas the control siRNAs had no effect. ([Figure S1a](#s1-ijms-15-03560){ref-type="supplementary-material"}).

To further examine the effect of VCAM-1 on breast cancer cell invasive ability, we used both *VCAM-1* siRNA and *VCAM-1* shRNA vectors to knock down *VCAM-1* expression in MDAMB231 and performed *in vitro* transwell analysis to compare the invasive abilities of *VCAM-1* knockdown and control cells. In the transwell migration assays, we added TGFβ1 (5 ng/mL) or IL-6 (1 ng/mL) to serve as a source of chemoattractant in the bottom wells to determine the involvement of VCAM-1 on TGFβ1 or IL-6 mediated regulation of tumor cell migration. After overnight incubation, our results indicated that the suppression of *VCAM-1* (either by specific *VCAM-1* siRNA or *VCAM-1* shRNA) in MDA-MB-231 cells inhibits TGFβ1 or IL-6 mediated regulation of tumor cell migration. Quantitative analysis of the number of *VCAM-1* siRNA cells migrated to the lower side of the chambers using 0.5% crystal violet staining showed a reduction of cell migration by 1.5 fold compared to cells transfected with control siRNA ([Figure 4A,B](#f4-ijms-15-03560){ref-type="fig"}). When we further continued to maintain and grow the cells that migrated to the bottom wells for two more weeks, we observed that *VCAM-1*-expressing cells showed a stronger ability to proliferate and form colonies compared to *VCAM-1* knockdown cells ([Figure 4A,B](#f4-ijms-15-03560){ref-type="fig"}).

### 2.1.5.. Knockdown of *VCAM-1* Inhibits the Growth of Human MDAMB231 Breast Cancer Xenografts in SCID Mice

Next, we wondered if our results above for the *in vitro* effects could be translated into an *in vivo* model. To confirm the effect of VCAM-1 on breast carcinogenesis *in vivo*, B6 SCID mice were subcutaneously injected in two flanks with MDAMB231 cells stably transfected with *VCAM-1* shRNA or *eGFP* shRNA control cells. Two months later, considerable gross tumor enlargement was found in mice injected with the control vector and *VCAM-1* shRNA transfected cells before mice were humanely sacrificed and autopsies were performed ([Figure 5B](#f5-ijms-15-03560){ref-type="fig"}). As expected, *VCAM-1* knockdown MDAMB231 cells showed 2--3 fold reduced tumorigenicity *in vivo* compared to control groups ([Figure 5C](#f5-ijms-15-03560){ref-type="fig"}). Meanwhile, western blot assays confirmed that *VCAM-1* shRNA effectively suppressed *VCAM-1* expression in MDAMB231 xenograft tumor samples ([Figure 5B](#f5-ijms-15-03560){ref-type="fig"} upper insert).

### 2.1.6.. *VCAM-1* Expression Enhances the Chemoresistant Phenotype in Breast Cancer

To test whether the enhanced expression of *VCAM-1* correlates with drug resistance in breast cancer cells, we investigated the effect of *VCAM-1* over-expression on the chemosensitivity of NMuMG and MDAMB231 cells by evaluating growth inhibition induced by doxorubicin (Dox), cisplatin (Cis) and paclitaxel (Pac), the standard chemo agents used in treating many types of breast cancer. The expression of *VCAM-1* resulted in increased resistance of NMuMG and MDAMB231 cells to the growth inhibiting activity of Dox and Cis ([Figure 6A](#f6-ijms-15-03560){ref-type="fig"}). Furthermore, we found increased expression of VCAM-1 following low doses and long exposure (14 days) to Dox (25 nM) in NMuMG cells, which implies that the VCAM-1 molecule may be an important determinant marker of chemoresistance in breast cancer ([Figure 6B](#f6-ijms-15-03560){ref-type="fig"}). Moreover, we also detected that the elevated expression levels of cancer stem cell-like protein, CD44 and breast cancer resistance protein (BCRP, ABCG2) were accompanied by up-regulation of *VCAM-1* after stimulation with low-dose Dox ([Figure 6B](#f6-ijms-15-03560){ref-type="fig"}), leading us to wonder if there is a potential link between *VCAM-1* expression and increased transcription of the cancer stem cell (CSC) marker, CD44. RT-qPCR was performed to compare the mRNA expression levels of *CD44*, *ABCG2*, *ABCB1* and *ABCC1* between *VCAM-1* NMuMG cells and control cells ([Figure 6C](#f6-ijms-15-03560){ref-type="fig"}). Our results revealed that *VCAM-1* over-expression activates the transcription of *CD44*, *ABCG2* and *ABCC1* in NMuMG cells ([Figure 6C](#f6-ijms-15-03560){ref-type="fig"}). Meanwhile, luciferase activity assay and western blot analysis also confirmed that the levels of *CD44* and *ABCG2* were increased in NMuMG VCAM-1 cells compared to controls ([Figures 6D](#f6-ijms-15-03560){ref-type="fig"} and [S2](#s1-ijms-15-03560){ref-type="supplementary-material"}). Similar results were obtained by silencing *VCAM-1* in MDAMB231 cells ([Figure S3](#s1-ijms-15-03560){ref-type="supplementary-material"}). In addition, we also found that endogenous VCAM-1 could interact with CD44 in NMuMG cells by using an immunoprecipitation assay ([Figure 6D](#f6-ijms-15-03560){ref-type="fig"}).

2.2.. Discussion
----------------

As early as 1863, Rudolf Virchow *et al*. \[[@b38-ijms-15-03560]\] first identified leucocytes in the tumor stroma and neoplastic epithelium tissues and made a connection between inflammation and tumors. This "lymphoreticular infiltrate" may reflect the basis of cancer at sites of chronic inflammation, in part based on his hypothesis that some irritants causing inflammation may actually promote cell proliferation. During carcinogenesis, tumor inflammatory microenvironments are infiltrated by multiple proinflammatory cytokines, and tumor cells are immersed in a local proinflammatory environment. Moreover, inflammatory cytokines may cooperate to influence tumor cell phenotypes. Once an inflammatory microenvironment becomes more complex with the sustained expression of early expressed cytokines, chemokines and adhesion molecules, these complex developmental events are difficult to mimic and reproduce in cell cultures *in vitro* \[[@b39-ijms-15-03560],[@b40-ijms-15-03560]\]. Sometimes we need to ask ourselves whether or not the phenotypes of tumor cells that we study under cell culture conditions *in vitro* can actually represent the real physiological conditions of tumor cells *in vivo*.

In this study, we addressed the biological roles of *VCAM-1* expressed by tumor cells themselves after treatment with inflammatory cytokines. As far as we know, the VCAM-1 protein is one of the cell adhesion molecules that can be activated by proinflammatory cytokines and environmental stress in order to detect their expression by normal epithelial or tumor cells. Interestingly, our previous study applying genetically engineered mouse models of ovarian tumors and isolated mouse tumor cells and human ovarian cancer lines for proteomic analysis successfully identified potential biomarkers for ovarian cancer that could be applicable for developing early diagnostic methods \[[@b41-ijms-15-03560],[@b42-ijms-15-03560]\]. One of the biomarkers we identified is VCAM-1, one of the 58 proteins found up-regulated in the mouse plasma and enriched in ovarian cancer cells, which mediates a multitude of processes including endothelial cell activation, ECM remodeling, cell migration/invasion, adhesion, inflammation and immune surveillance during carcinogenesis \[[@b43-ijms-15-03560]\]. Next, when we employed our Kras/Pten ovarian cancer animal models to isolate primary tumor cells from *ascites* fluid; our survey of the side population of mouse ovarian cancer provided the first clues identifying the *VCAM-1* gene as an important target for regulating/controlling cancer stem-like cell activity in ovarian cancer (unpublished work \[[@b44-ijms-15-03560]\]). Furthermore, the Oncomine database, a cancer microarray database containing datasets derived from many microarray studies, provides evidence that VCAM-1 is significantly up-regulated (*p* ≤ 10^−4^) in various cancer types (tumor *vs.* normal), including brain, breast, ovarian and esophageal carcinomas \[[@b45-ijms-15-03560]\]. Together, all these interesting findings imply that VCAM-1 may be critical for maintaining tumor homeostasis, driving tumor progression, and mediating tumor metastasis. These findings encouraged us to pursue a better understanding of the functions of VCAM-1 in human carcinogenesis.

A recent study reported that treatment of LP9 mesothelial cells with *VCAM-1* siRNA affects ovarian cancer cell mesothelial invasion and metastatic progression. Treatment of tumor-bearing mice with function-blocking anti-*VCAM-1* antibodies increases median survival by 30% and decreases tumor burden \[[@b42-ijms-15-03560]\]. In support of our finding, a recent report indicated that breast cancer cells with high expression of *VCAM-1* control osteoclast cells and promote bone metastasis \[[@b46-ijms-15-03560]\]. However, little is known about the effects of *VCAM-1* on tumor cells themselves. Thus, in the present study we elected to use breast cancer cell lines as the model cell lines to dissect the functional roles of *VCAM-1* activation in breast tumor. We first confirmed the up-regulation of *VCAM-1* expression by RT-qPCR analysis in human breast cell lines and in normal and malignant breast tissues. In tissues, malignant proliferative lesions of the breast showed increased levels of VCAM-1 which were higher than those in normal breast tissue by IHC analysis. Subsequently, our study further provided evidence showing the increased expression of *VCAM-1* in many breast cancer cell lines after stimulation by inflammatory cytokines and environmental stress. These results are consistent with a previous observation that the cell adhesion molecule VCAM-1 is induced by TNF-α and may favor adhesive interactions with leukocytes, thus facilitating leukocyte tumor infiltration in breast carcinoma \[[@b47-ijms-15-03560]\]. Meanwhile, bioinformatic analysis of the 5′ upstream promoter of VCAM-1 provided strong evidence of a number of putative binding sites for inflammatory cytokines or environmental stress induced transcriptional regulators, including SP1, STAT, NFκB, SMAD, P53 and HIF1α different transcriptional factors binding sites ([Figure S4](#s1-ijms-15-03560){ref-type="supplementary-material"}).

We next used an NMuMG cell line derived from normal mouse mammary epithelial cells to over-express *VCAM-1* and examine the biological functions of *VCAM-1* involved in mammary epithelial cell proliferation and migration. The over-expression of *VCAM-1* in NMuMG cells increased cell adhesion and migration. However, *VCAM-1* over-expression alone did not result in the increased proliferation of NMuMG cells. Furthermore, our studies showed that knockdown of *VCAM-1* expression by siRNA in MDAMB231 cells inhibited MDAMB231 cell growth *in vitro* and *in vivo*, and suppressed TGF-β1 or IL-6-stimulated MDAMB231 cell migration *in vitro*. The detailed mechanism by which knockdown of *VCAM-1* can significantly attenuate breast tumor cell migration may be due to suppression of IL-6 or TGF-β1 induced EMT. Our transcriptional analyses revealed various EMT related genes such as E-cadherin and vimentin which seem to be associated with *VCAM-1* status, suggesting the critical role of *VCAM-1* in regulating the EMT program during breast tumor progression. Meanwhile, the lack of a proliferation-promotion effect in the *VCAM-1* over-expressing NMuMG cells may suggest that the enhanced proliferation of VCAM-1 signaling may need to collaborate with other oncogenic pathways in breast cancer cells. However, the detailed mechanism of such interactions still requires further investigation.

Several studies have indicated that long-term exposure to low concentrations of cytotoxic drugs can lead to the development of a stable chemoresistant phenotype of tumor cells. Moreover, a new study has proposed that cell populations with cancer stem cell (CSC) characteristics increases after prolonged continuous selection for doxorubicin resistance in breast cancer \[[@b48-ijms-15-03560]\]. In the present study, we showed that *VCAM-1* expression can be increased in NMuMG cells after exposure to low-dose doxorubicin for two weeks. This result strongly suggests that VCAM-1 may confer chemoresistance to anticancer drugs such as doxorubicin or cisplatin. Additionally, this study is the first to report a critical role for *VCAM-1* in regulating the CD44 CSC molecule and multiple drug resistant gene, *ABCG2*. Moreover, we also provided the first empirical evidence that *VCAM-1* and *CD44* are associated through direct interaction by using immunoprecipitation analysis. The cell surface marker CD44 has been implicated in a number of important biological processes, including lymphocyte homing, tumor metastasis, and chemoresistance \[[@b49-ijms-15-03560],[@b50-ijms-15-03560]\]. VCAM-1 seems to function as a transcriptional activator for *CD44*, and our data implies that *VCAM-1-CD44* interaction could enhance the activation of PI3K/Akt downstream signaling pathways to increase the chemoresistance of breast cancer cells. Further studies will be required to validate the association between *VCAM-1* activation and the expression of *CD44* in clinical specimens from patients with various stages of breast cancer.

3.. Experimental Section
========================

3.1.. Cell Culture, Tumor Tissues, Chemo Drugs Treatment, RNA Isolation and cDNA Synthesis
------------------------------------------------------------------------------------------

Mouse normal mammary epithelial cells were purchased from ATCC and the MDA-MB-231, and HEK293T cell lines were provided by Dr. Sam Thiagalingam at Boston Medical Center (Boston, MA, USA) and grown as described previously \[[@b51-ijms-15-03560]\]. Twenty-five pairs of breast tumors and adjacent noncancerous tissues were available for the study. For each case, tumor samples with matched adjacent benign tissue were collected during surgical resections at the Kaohsiung Chung-Ho Hospital Clinic (Kaohsiung, Taiwan) between 2009 and 2010. Surgically resected tumor samples were immediately snap-frozen and shipped within 24 h in dry ice, and subsequently stored in liquid nitrogen. (For detailed information on the clinicopathological characteristics of patients see [Table S1](#s1-ijms-15-03560){ref-type="supplementary-material"}). The study was approved by the Institutional Review Board of Kaohsiung Medical University (Kaohsiung, Taiwan). Sections from each specimen were examined by pathologists and graded histologically. Cytokine treatments, RNA isolation and cDNA synthesis from cell lines and tumor samples were carried out using previously described procedures \[[@b52-ijms-15-03560],[@b53-ijms-15-03560]\].

3.2.. Plasmid Construction
--------------------------

To generate pBabe-puro-*VCAM-1* plasmid, the *VCAM-1* cDNA was excised from pOTB7 plasmid (pOTB7-*VCAM-1* was purchased from Open Biosystems Mammalian Gene Collection (MGC), Huntsville, AL, USA) using I-CeuI/XhoI digestion followed by Klenow enzyme reaction, and then ligated into BamHI/XhoI-digested pBabe-puro vector. All plasmids were verified by DNA sequencing (service provided by Genomics Co., Taipei, Taiwan).

3.3.. Retroviral Production and Infection of Target Cells
---------------------------------------------------------

Retrovirus was generated by cotransfection of pBabe-eGFP empty vector or pBabe-puro-VCAM-1 along with pVSV-G (envelope) and pVSV-GP (packaging) plasmids in 293T cells. Target cells were infected overnight with 4 mL of virus-containing medium in the presence of 10 μg/mL polybrene. The next day, cells were cultured in fresh medium and allowed to grow for another 24 h. After replacement of fresh medium, cells were selected with 2 μg/mL puromycin for 14 days, and positive clones were isolated and used for further assays.

3.4.. Oligonucleotide Transfection
----------------------------------

The *VCAM-1* siRNA (*VCAM-1* siRNA (h): sc-29519) and control siRNA (sc-37007) were purchased from Santa Cruz Biotech (Santa Cruz, CA, USA). SiRNA are targeted duplexes that inhibit the endogenous *VCAM-1* expression. Cells were transfected with 200 nM of the indicated oligonucleotide using Lipofectamine 2000 reagent (Invitrogen, Carlsbad, CA, USA). Forty-eight hours after transfection, cells were plated for migration and invasion assays after the indicated treatments.

3.5.. Lentivirus Production and Shrna for Gene Knockdown
--------------------------------------------------------

All the plasmids required for shRNA lentivirus production were purchased from the National RNAi Core Facility, Academia Sinica, Taipei, Taiwan. The pLKO.1-shRNA vectors used for knockdown of *VCAM1* were TRCN0000123170 (*VCAM1*) and TRCN0000123172 (*VCAM1*). The pLKO.1-shEGFP control plasmid was TRCN0000072190 (EGFP). The Lipofectamine 2000 reagent (Invitrogen, Carlsbad, CA, USA) was used for lentiviral production in 293T cells with a packaging construct (pCMV-ΔR8.91), an envelope construct (pMD.G), and different shRNA or rescue constructs, according to the protocol on the RNAi Core website (<http://rnai.genmed.sinica.edu.tw/webContent/web/protocols>).

3.6.. Western Blot and Immunofluorescence
-----------------------------------------

Western blot and immunofluorescence were performed as described previously. Primary antibodies used were anti-VCAM-1 (sc-8304), anti-E-cadherin (sc-8426), anti-vimentin (sc-7557), anti-ABCG2 (sc-25156), anti-CD44 (sc-18849) (Santa Cruz Cell Signaling, Santa Cruz, CA, USA) and mouse anti-β-actin (Novus Biologicals, Littleton, CO, USA) \[[@b54-ijms-15-03560],[@b55-ijms-15-03560]\].

3.7.. Quantitative RT-PCR Analysis
----------------------------------

Total RNA prepared from samples was used for cDNA synthesis. PCR amplification was done essentially as described above, and the results of the delta CT measurements were described in detail previously \[[@b54-ijms-15-03560]\]. Primer sequences used for real-time qPCR here were as follows: mouse *VCAM-1* forward, 5′-CCGGCATATACGAGTGTGAA-3′, and reverse, 5′-GATGCGCAGTAGAGTGCAAG-3′. human *VCAM-1* forward, 5′-ATTGGGAAAAACAGAAAAGAG-3′, and reverse, 5′-GGCACATTGA CATAAAGTC-3′. Mouse *ABCB1* forward, 5′-CAACATCCACCAGTTCATCG-3′, and reverse, 5′-CTGATGTTGCTTCGTCCAGA-3′. Mouse *ABCC1* forward 5′-TTGAGGGTGGAGAAAAGGTG-3′, and reverse, 5′-GATCTTGAAGCGCAGGTTGT-3′. Mouse *ABCG2* forward 5′-ATAGCCACAGGC CAAAGTGT-3′, and reverse, 5′-GAAGCCATATCGAGGAATGC-3′. Mouse *CD44* forward 5′-TG GATCCGAATTAGCTGGAC-3′, and reverse, 5′-TACTATTGACCGCGATGCAG-3′. These experiments were independently repeated three times and each treatment consisted of triplicate samples.

3.8.. Transient Transfections and Luciferase Reporter Assays
------------------------------------------------------------

Transient transfections and luiferase reporter assays were performed as described previously \[[@b52-ijms-15-03560],[@b55-ijms-15-03560]\].

3.9.. Cell Proliferation Assay
------------------------------

For cell growth assays, 2 × 10^4^ cells were seeded in 24-well plates and incubated overnight, cells were incubated for one to five days before 5 mg/mL MTT (thiazolyl blue tetrazolium bromide) (AMRESCO LLC, Solon, OH, USA) was added to 25 μL in 500 μL McCoy's 5A medium (Invitrogen, Carlsbad, CA, USA) and incubated for another 2 h for reaction. Medium was removed and cells treated with 200 μL DMSO (Sigma, St. Louis, MO, USA) before OD570 reading with a BioTek ELISA reader (Molecular Devices LLC, Sunnyvale, CA, USA).

3.10.. Colony Formation Assay
-----------------------------

Forty thousand cells were grown in 60 mm tissue culture dishes. After 14 days, the cells were washed with phosphate-buffered saline (PBS) and fixed with methanol and 0.1% crystal violet. The colonies were manually counted and then photographed.

3.11.. *In Vitro* Cell Migration/Invasion Assay
-----------------------------------------------

For transwell migration assays, 2 × 10^4^ to 5 × 10^4^ cells were plated in the top chamber with a non-coated filter membrane (6-well insert; pore size, 8 μm; BD Biosciences, San Jose, CA, USA). Cells were plated in McCoy's 5A medium with low serum, and the bottom medium was supplemented with 10% FBS or cytokines. The cells were incubated for 24 h and cells that did not migrate or invade through the pores were removed by a cotton swab. Cells on the lower surface of the membrane were counted under the microscope (100×) and stained with crystal violet for representative images. The crystal violet was further dissolved in 10% acetic acid and absorbance was measured at 570 nm for quantitative analysis \[[@b55-ijms-15-03560]\].

3.12.. Immunoprecipitation (IP)
-------------------------------

Detection of the endogenous co-immunoprecipitated VCAM-1 was performed in NMuMG cells. Cells were cultured in 5% FBS medium, harvested, and lysed with ice-cold 1× RIPA buffer (50 mM Tris--HCl pH 7.4, 150 mM NaCl, 1% NP-40, 0.5% sodium deoxycholate, 0.1% SDS, and 5 mM EDTA) containing protease and phosphatase inhibitors. IP was performed using anti-mouse normal IgG or anti-VCAM-1 antibodies (Santa Cruz Biotechnology, Santa Cruz, CA, USA) in 500 μL of total cell lysate mixed with 30 μL protein A/G-agarose beads (Santa Cruz Biotechnology, Santa Cruz, CA, USA), followed by overnight incubation at 4 °C. The immune complexes were washed five times with 1 mL lysis buffer and analyzed by Western blotting.

3.13.. Mice and Injection
-------------------------

Specific pathogen-free female C.B17/lcr-SCID mice, eight weeks old, were purchased from BioLASCO Taiwan Co., Ltd. (Taipei, Taiwan) for the *in vivo* tumorigenicity study. The animals were bred based on technology derived from Charles River Laboratories (Wilmington, MA, USA), maintained in the animal center at the Department of Medical Research, Kaohsiung Medical University Hospital and treated according to the institutional guidelines for the care and use of experimental animals. Mice were injected subcutaneously with 1 × 10^6^ cells in 0.1 mL into both the left and right flank of each mouse and mice were maintained for two to three months. The mice were monitored for tumor volume, overall health and total body weight. The size of the tumor was determined by caliper measurement of the subcutaneous tumor mass. Tumor volume was calculated according to the formula 4/3π*r*~1~^2^*r*~2~ (*r*~1~ \< *r*~2~). Each experimental group contained six mice. At the end of three months, all mice were killed and the tumor volume and weight were measured.

3.14.. Mice Surgery, Necropsy, Histopathology and Immunohistochemistry
----------------------------------------------------------------------

Tissue samples were fixed in 10% buffered formalin for 18 h, followed by a wash with PBS and transfer to 70% ethanol. They were then embedded in paraffin, sectioned and stained with hematoxylin and eosin. *VCAM-1* over-expression was confirmed by immunohistochemistry using two different antibodies (rabbit anti-VCAM-1 (sc-8304) polyclonal antibody and anti-VCAM-1 mouse monoclonal antibody (E-10; sc-13160) from Santa Cruz Biotechnology (Santa Cruz, CA, USA), and IHC was performed as described in detail previously \[[@b55-ijms-15-03560]\].

3.15.. Statistical Analysis
---------------------------

Data are presented as mean ± S.E.M. Student's *t*-test (two-tailed) was used to compare two groups unless otherwise indicated (χ^2^ test). *p* \< 0.05 was considered significant.

4.. Conclusions
===============

In summary, our study aimed to elucidate the modes of *VCAM-1* over-expression and also obtain preliminary data to direct further investigations into the molecular basis of *VCAM-1* up-regulation in breast cancer and the VCAM-1 signaling networks involved in controlling EMT and chemoresistance in malignant breast tumors. The identification of pathways and target genes regulated by *VCAM-1* that promote breast cancer progression and chemoresistance could be the key to new therapies for combating breast cancer.
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![(**A**) RT-qPCR analysis of *VCAM-1* expression in breast tumor tissues (tumor stage 1 + 2 AB and 3) and noncancerous controls; (**B**) **a**,**b**, Representative IHC staining of VCAM-1 in normal breast tissues; **c**--**f**, VCAM-1 expression in human breast tumor tissues. The magnifications are indicated.](ijms-15-03560f1){#f1-ijms-15-03560}

![(**A**) RT-qPCR analysis for *VCAM-1* mRNA expression in **a**, NMuMG and **b**, MDAMB231 cells after treatment with control (1× PBS), TGFβ (5 ng/mL), TNFα (10 ng/mL), or IL-6 (1 ng/mL) overnight. Columns, mean of triplicate samples; bars, SE. **\*** *p* \< 0.01; (**B**) VCAM-1 protein expression in **a**, NMuMG and **b**, MDAMB231 cells by western blotting; (**C**) IF staining for *VCAM-1* expression in MDAMB231 cells with or without cytokine treatments. DNA was visualized with DAPI staining.](ijms-15-03560f2){#f2-ijms-15-03560}

![(**A**) Western blot VCAM-1 protein expression in NMuMG cells transfected with the pBabe-eGFP or the pBabe-VCAM-1 plasmid. β-actin results indicate similar sample loads; (**B**) **a**, Transwell migration analysis of NMuMG cells (control and *VCAM-1* over-expression) towards 10% FBS + insulin. Photo images are representative fields of the migration of VCAM-1 over-expressing cells and the control group after crystal violet dye staining; **b**, The cell numbers of migrated NMuMG (eGFP control) and VCAM-1 NMuMG cells from the upper insert to the bottom surface of the lower well under a light micropore (100×) after overnight incubation; **c**, Migrated NMuMG VCAM-1 cells in the lower wells showed high clonogenic ability after 2 weeks of incubation; (**C**) EMT-related protein expression in eGFP control and VCAM-1 over-expressing NMuMG cells was determined by Western blot analysis.](ijms-15-03560f3){#f3-ijms-15-03560}

![(**A**) **a**, Western blot analysis of MDAMB231 *VCAM-1* siRNA cells showed reduced VCAM-1 expression after IL-6 treatment compared with control cells; **b**, *VCAM-1* siRNA knockdown blocks TGF-β1 or IL6-induced MDAMB231 cell migration and colony formation. The lower chamber was filled with 2 mL regular medium (normal) or contained TGFβ1 (5 ng/mL) or IL-6 (1 ng/mL) as a chemoattractant; **c**, Representative photos showed the influence of VCAM-1 siRNA on the number of colony-forming MDAMB231 cells as evaluated by clonogenic assay; (**B**) The inhibition of migration and colony formation by *VCAM-1* knockdown was confirmed by shRNA knockdown stable clones. **a**,**b**, similar results confirmed the influence of *VCAM-1* shRNA knockdown on the migratory ability and number of colony-forming MDAMB231 cells. Columns, mean of triplicate samples; bars, SE; *p*-value was determined by student's *t*-test (**\*** *p* \< 0.01).](ijms-15-03560f4){#f4-ijms-15-03560}

![(**A**) The level of VCAM-1 protein expression in stable transfection clones was determined by western blotting; (**B**) Tumors were established using MDAMB231 *eGFP* and *VCAM-1* shRNA knockdown clones implanted by s.c. injection and analyzed after eight weeks. Western blot analysis was used to confirm *VCAM-1* knockdown efficacy in xenograft tumors (upper insert pictures); (**C**) Tumor weights were measured after autopsy and tumor volumes were calculated using the formula 4/3π*r*~1~^2^*r*~2~ (*r*~1~ \< *r*~2~) as described in Materials and Methods. Mean ± SE (*n* = 6). **\*** *p* \< 0.01.](ijms-15-03560f5){#f5-ijms-15-03560}

![(**A**) *VCAM-1* over-expression contributes to increased chemoresistance in **a**, NMuMG and **b**, MDAMB231 cells by MTT analysis. *S*amples were analyzed after 48 h of drug treatment, **\*** *p \<* 0.01; (**B**) Increased chemoresistance markers and *VCAM-1* expression in NMuMG cells after long-term exposure to low-dose doxorubicin. Relative mRNA levels are expressed as arbitrary units normalized to the data from controls, **\*** *p* \< 0.01; (**C**) *VCAM-1* regulates migration and chemoresistance-related genes in NMuMG cells as determined by RT-qPCR, **\*** *p* \< 0.01; (**D**) Over-expression of *VCAM-1* increases *CD44* and *ABCG2* protein levels, and VCAM-1 physically interacts with *CD44* molecules in control and *VCAM-1*-over-expressing NMuMG cells as determined by western blot and immunoprecipitation analyses.](ijms-15-03560f6){#f6-ijms-15-03560}
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